U 016154-7 

W®te¥FST)?rOl5FEB 200b 
W JWe # 

[0001] mm>ftM 

[0002] lUfflH^f 

RNAi (RNAT#) J4, -^IIRNA (dsRNA) ^£oTM^£;fr,5IE^J#^l$& 

KB8U v^3|>v J 3^^^(Drosophila)4o«tt>^^(Caenorhabditis elegans) I;i:fe3tt5 
#<©#^J;(9, siRNA^diH^RNA) Wr£ft521~25;*^^KS<£>RN 
A»f Jt^RNAi(dtoT^^iBM#S^^^— ^~ T?£>5 " t (Hammond, 
S.M. et ah, Nature 404, 293-296, 2000;Parrish, S. et al., Mol. Cell. 6, 1077-1087, 
2000;Zamore, P.D. et al., Cell 101, 25-33, 2000) N tihX^iC^.(Dsi¥iNA^^^—^ 
WRNAi)*tbs Dicer WfirtbSRNT— iflll^^l/T— ^ia04fi!tt5wt( 
Brenstein, E. et al, Nature 409, 363-366, 2001 ;Elbashir, S.M. et al., Genes Dev. 
15, 188-200, 2001)*S*3**oTW5o 
[0003] WSLSMfcfcl^-tfi, ^*D>RNAi{^P#^liafc«J;tJ?*^BU<^K{-*5VNTW^B 

^«t«3Ki»$4xS ~ *flSRNAjS#6<I^^^ W^^— ^ (PKR) f£j:3aij£fc«JfR 

«tt-ft:$tt5 0 fot, *^Mfla*5«tt>TKR^^<^t;*IB^^if^l^<ni?Li(j^ 



EXPRESS MAIL LABEL 
NO.:EV480 463 297 



2 



la^L^^t^^g^^TV^CElbashir, S.M. et al., Nature 411, 494-498, 200l) o 
[0004] RNAUZXZmfe^miMvffl&J&mte, ^<D^i^K.hthXh ^ 0 £-f x siRNA 

t>*mifcKM7<Ztek* zfrfr^sis^?^?WW.&fatm&U Risc(rnam# 

NAfd^U ^ra^I^T— if^ttt-i^mRNA^OsiRNA^^LfcgP^-^ 
[0005] SJfiTIi, -^^siRNA^^flS^^agAt-ct^RNAiJa^^ffiV ^JjmtK 

[0006] Hohjoh H.(D^^ (Hohjoh H., FEBS Letters 521, 195-199, 2002) 

[0007] Hamada M.P>f7?#^(Hamada M. et al., Antisense Nucleic Acid Drug Dev. 12, 

301-309, 2002) "CiS, ^XM&XTf/ttcteT^^^xmiZ&^^X^Mfr&S 

ffiv^, ^<DWMmm^-<D^mm^m-<h^x^ 0 ^<on^a^ 
^^m^n^mmmt(D^^y^^^xm^mmmm^^&m^n^ 

[0008] siRNA^fcV vf, -fe^fiS© - ^ep^^*3^«3* *jKOglo*» 

siRNA<^jtfi^|gmWl^J^I^:36^3fi$tLSi<b^^ttSbfc:o £<b^> #J8W#tt:, si 
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[0009] tot, ^P^te, siRNAiC*5V^T^C0it^l§W^J^Jm^PfiB-r5fcfe^ 

[0010] ^LT % Ofg#^«tS-*^RNA4H E -fi, ^fflflSf^-C^^Ji^W 

[ooii] £<b^, ^igp^^0-^fi^(^j;s-^RNA^«, sajiart-eswji^w 

[0012] £<b^ *«M{iJ:5aft^|gm«i«yifeH:, ##Wfc:J:5^0SlRNA^&»^ 

-So 

[0013] *»w^J:nri, RNAimftSrf'JfflufceiWjft^^^ttif&iifeicfcv^-c, -^o 

[0014] [|Ul]Bll{i, #@siRNA(C«t5, HeLa*fflflS«f-eW^/Wl-^7^^— ifjt^^-^g 
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jh£r&£fcl^siRNA#^(La21-conv.) {d«J:5 N 2m<D^7^Vfrh<DUtf—?~-(D 

*«lRNA^«^5^^^KwlS:^i^v^^c:S/j;o-cv^T'^>«J:v^ 0 ~^R 

[0016] *W*W*^*5V^r-^0aj^ji:fi, -^^RNA(d*5V^T, W\^<D^U^y 

[0017] ^jjW#fc:*5V^-C, r-fe>^jt«, it^(D=i— K0^tBP^gB^J5r^r-rs^ 
[0018] ^*B*i-*5v^-criaMWjttt, 2o©^WK#/vr/y^f-^>M 

ttt*9S^ (U) £<Z>g|fl^ *3«t^>h^ (C) kfT-s (G) 
[0019] ^aflart-e^Witfe^-^^RNAi^iiJWl^Jb^S— *ilRNA4HFtt, RNAi 

f&mfc*(ommbffl&ftteomi&ft ^x s m^}M^^xxpt<D^mu^ 



5 

[0020] MMMte^^&\,^xmm£tiz±m<D!&mmMm-z, MMmfc^^ssi-fz^ 
<t03 ' *^#fflgR^j|!c (utr) tebiNzmmmte=i ^<Dmm*v&<mftfr(bm 

■fil9^U^K^_b, £b(-£mXm9~23^1^-^K\ Sfc#mxm9~2 
[0021] Hfife-^RNA^c^T^ir^^fi, t^Iro^^WKt^UcZ* 

[0022] **WOfS— ^H^^iS-^RNA^HFIi, ±3iO«t5^— ^iSRNA^^ 
^-^^(-iS-^RNA^O^^^^^-^^^^^S'^ 



[0023] -*(Dy^^^^K#I^ga^rt^ciov^T/^-r■^yyvx-r5^^^i, 

if— ^3>^#^in vitro (d#5^T???EU *(7)y^^W^K$I?r^PL 
[0024] *|§B^c7)^^bV^ife^^J;^tt\ ^0^<D^-(D^^J;5-»RNA^ 

[0025] mm^xm^Mi^<Dm^^)mx<mu-r^tzma^ ^mo^^mwrn 

lo©^^ w^J-^ K# T^-fe >-^^ fcffi tr ft V v??^ K ir $ fitch (DXfoZ> 0 
[0026] ~ ^0^^^^^5ir^^3'*^^ll~13#S ^ig-T^lo^^Ix^- 

^^wm-^^{-iSZ.^RNA^{c:joV^ s -ir^^^-^gP^S' 
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[0027] *mw<D&&v\,^mmm^£ti& > *mw<Dm-<Dmm^z-*m.RNAtt 

#A£*L5ktf><b£;h^ 0 
[0028] ^l§0^<7)^-(Dfli#(cJ;5-^RNA^{i N mifeftXWMmte s F<Dm$l*:R 

[0029] ^mm<D^^^mmmm^x^n-£, *mw<D$s- commas- #$irna# 

[0030] *»M©IB~ofl8«t-J:5~3|s:f(RNA^tt, m—v>mmz.£z -&m 
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[oo3i] pifLtb^o«(3isv>-^RNA^^2»A-r2.^> -^mRNAfcm*)?^ 

-5' -*v^T^~^m&i&mmi)mm£frs m^xi-zmmzt 

«^}(Dm^Mz.^x, ~^m™Afefcm?^;<?w*^—^wzx$2' -5* -^-y 

^mRNAft^-^mi&fttcl-fXteK, —^mW^^ih^tzM^<D^uir^Y 
[0032] ^ISPJ^i^-^RNA^fi, RNAiK£%mfc^mm,mffl<V$J]t)*MWi^O 

m&wtRNAiiz£zmfcTmm,mmm&m&&ti. m^'Mm^^y?-* 
mAvtzm&wtt<7>®mmM£faz>z.ttfmm£frx\,^ 0 ^x. roj^&it 

fc^FmmMM<D$}tj(Dmmn, siRNA^RNAfl^l^l^V^l^fr (RIS 
C) ^m^^m(D^^m^^t{^%tc.h^tl^ 0 -ff£t>-tb, siRNA 

—^B^-hm^Mt, siRNA^O^gp^^RISC^^t)^^. ^(Dt^K^ siR 
NA^t#MSt-r^2^:^(D9*>, 5' ^^^5f9iim^^RNAi(D^^m-^- 

(M(DT^±^*m)ti,xmm-rz>o u^x. mm&mm^^tirzimmmte^ 

(COV NTsSf+^tL^CsiRNAfCjoV ^X, *:<DT^3~te^M<D5' *^f>RISC{^^ 
^^m^J:9^i^siRNA^^^5^t^J;^^^^^^^ilj]^J^im^i#3S 
-rs^^^x-t, -^-e % ^(D-fe^^(^5'^^^RISC^^f9iA*tb-5J;9rasi 
RNA^^^^5Ci<b(^J;t)^W)l^^miiii^J^J*^iS^^-&'5C«i:^x^5 o 
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[0033] ftot, *mw\z£]n\-£ s mmftT*ffiMmfc^<Dmm*RNAi^£VWiML-oZ>- 

RNA^^«w$ix«o z.<DiLot£&m<DMcftmns ^mmm-^mm^x.^,- 
[0034] *|gp^^«ttb(^> ^rt-e^Wit^oigia^RNAitciitj^ii^ijb^z: 

NA^^M^I/^~>>-^1S^^^m^MtLSJ;5(-^^^nT^5-^RNA 
[0035] *|SW^«t5-*^RNA5> J f-f4, MftKSSV ^^^(D^^^Wt 
[0036] flBflSW:, siRNAtc:J;5RNAim**fii^t* s ^1ii*;*Dlia^fctbWrv>d»Jfc5t>0 

[0037] *55W^«t5-*mRNA5HF-Sr#IBJia^«A"t-5^fctt, -^^^H^^ 

izxttmt^^x. mmm^-^mRNA^<Dmm^^(Dmxm^ vxy 

Lipofectamine2000h^>'X>'rc^v'3>'f^^ (Invitrogenft®*) N Oligofectaminh^^^ 
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^i^BlypM (Invitrogenf±$D % jetSIh^^^ni^ (Polyplus-transfection 
[0038] fcSVMi, «B^{-J;2)-^RNA^^IJffib/c^^jt^CD|§^^^J«, # 

v\ lot, *&m<oi&<Dmm\z&n\'£ s ^m^x^-^mRNA^cD^^m. 
3— K-rsDNA^-Az-c^a^^-t^ia^^s *fc«^eg -*^r 

NA#^ <Dir £zi — K-TSDNA^s J: tKT >^-fer — K"T SDN A<z> jSi 

[0039] _hffi?>-<^— fi N *^§B^(-J:S~«RNA^(7)— ^-(D^fc«^(D^ 

NA^f©^^- Ki-sDNA^^flart-co^o^s^^oTtgt-rs^-e-^^^ 
^tc^(D^mm^x^-^mRNA^^±^-^^t^x^ 0 mmtsMz^? 

[0040] ^p^^^^-^I^rna^cd^^I^^UpS^-^^^-^ 
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V^rfa&*$f*U\, -©Wft^- f*> — *$lRNA^cD2;£<£>f!(&3&iZLT3§ 

5li-5t>©-e*>o-oi> > 2*0^ #y -f e Jij ta^ xig^ $ tifc^r tv§a - # 

ism-^RNAtLxmm-tz^f-te, ^m^-xhtnTMrnnm-r^k^x^ 

, ;£i$^fSic(Bass, B.L., Cell 101, 235-238, 2000 ;Tavernarakis, N. et al., 

Nat. Genet. 24, 180-183, 2000;Malagon, F. et al., Mol. Gen. Genet. 259, 
639-644, 1998;Parrish, S. et al., Mol. Cell 6, 1077-1087, 2000) kZ^oXm^t^ 
ZlkhX%Z> 0 

[0041] *mwfc£z>-*mKNA$r^, &£Tfi^&mmutmte*&m&ifflm*. m* 

L-xw^m.^nm-r^k^'o, zfrtb&te^F&mmzMw-tzzktfxz, $e> 
±i^^w^ir^m^^^x^nhmB^(Dmm^mu-r^k^x<o, m 
mitfzxtnm<Dmm*ftt&tk^mkt£z> 0 

[0042] Ml •• ^^siRNAtC^HeLa^H^^-e^^/W^^ji^— if MB±^MMM 
[0043] lSI+Ufc#asiRNA(D^^U^KIE^lJ^TfB^>*l{-^-to MlXte, £-siRNA 

<D±>*m&-tMku 7^?~t>'*m&T®\kvxmm&-&, m^^m^^u 
a-^-Kioa, mm<Dmz.7^y*?\*\&ttt$fox\<^ 0 *tc, ^s^rna^^^ 

^T, rLa2j^J;U?rLa21j{i^;WUv'7^— if it^f^^IE^J^b, f£ 
S^^^^^^^A^ffiV^clgJa^^^KpGLS-controlCPromegaM)^ 
^S^ft^^n^ rLa2j{i^282~300^U^K^I^t-r5'b(^^^ 
, rLa21Jttfg340~358^^^KSr«SW^-r5 , f>^>-C*>5o r C onv.Jtt % $£ 
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[0044] 
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: *»M->7i9- t?ite?t^bTtfttHxfes iRNA 



[ £ 1* 


E 9i 




La2-conv. 


\ 5 6GAAGACGCCAAAAACAUAUU3' 
******************* 


1 




3UUCCUUCUGCGGUUUUUGUAU5* 


2 


La2-3'ml 


5 GGAAGACGCCAAAAACAUU3' 
****************** 


3 




3UUCCUUCUGCGGUUUUUGUAU5' 


2 


Z.a2-3*m2 


5GGAAGACGCCAAAAACAAU3- 
***************** 


4 




3 UUCCUUCUGCGGUUUOUGUAU5' 


2 


La2-3 'm3 


5 GGAAGACGCCAAAAACUAU3' 


5 




3 UUCCUUCUGCGGUUUUUGUAUs' 


2 


La2-3 *m4 


5 GGAAGACGCCAAAAAUUAU3' 
*************** 


6 




3 UUCCUUCUGCGGUUUOUGUAUs' 


2 


La2-5 *m2 


s UUAAGACGCCAAAAACAUAU03' 
***************** 


7 




3 UUCCUUCUGCGGUUUUUGUAU5' 


2 


La2-3 ' m2ml2 


5 GGAAGAC0CCAAAAACAAU3' 
******* ********* 


8 




3 UUCCUUCUGCGGUUUUUGUAUs' 


2 


La2 -3 • BL 


5 GGAAGACGCCAAAAACAUA3 1 
******************* 


28 




3 UUCCUUCUGCGGUUUUUGUAU5 1 


2 


La21-conv» 


S ACCGCUGGAGAGCAACUGCUU3* 


9 




3 UUUGGCGACCUCUCGUUGACGs' 


10 


La21-3 'ml 


5 ACCGCUGGAGAGCAACUGU3' 
****************** 


11 




3 UUUGGCGACCUCUCGUUGACGs' 


10 


La21-3*m2 


5 ACCGCUGGAGAGCAACUUU3' 
***************** 


12 




3 UUUGGCGACCUCUCGUUGACGs* 


10 


La21-3 f m3 


s ACCGCUGGAGAGCAACAUU3' 


13 




3 UUUGGCGACCUCUCGUUGACGs' 


10 


La21-3'm4 


s ACCGCUGGAGAGCAAUAUU3' 


14 




3 UUUGGCGACCUCUCGUUGACGs* 


10 


La21-5'm2 


5 UACGCUGGAGAGCAACUGCUU3* 


29 




3 UUUGGCGACCUCUCGUUGACGs' 


10 


La21-3'm2ml2 


5ACCGCUGUAGAGCAACUUU3' 


15 




3 UUUGGCGACCUCUCGUUGACGs* 


10 


La21-3 f BL 


5 ACCGCUGGAGAGCAACUGC3' 


30 




3 UUUGGCGACCUCUCGUUGACGs* 


10 
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[0045] ifEO^y^y/tf^l^^KO^T&^fifcU *fretUD20 u M&T=-~-V^ 
mnmOOmM HEPES pH7. 0, 100mM@1;S&;27y<7iv tSXXflOmMm^P' 

[0046] HeLa*fflJJ&«: N 10%^>^jk?f(Life Technologies^) , lOOU/mW-MJ^ 

(Life TechnologiesthM) ^JltFlOO/u g/mlXM^h-^fiX^Life Technologies^ 

^)^M^Lfc^V^^^^^-^^i:§i^^l(Sigma1±^)'^'^^fcV^T > 5%CO #@I 

2 

[0047] h^^^^^^ax^Hij 0 , mm^tiHeLam^bv^y^m^, fctkmw*: 
^f&^ffimtemm-?^^ 24^Mmm^—b^mmvtc(mmmmo. 5mi 

tpMfett^O. SxlO^BHS/^^o ^V^ N i:$*J$ite^O. 5ml£>OPTI-ME 
M I (Life Technologies|±§SD -CfiJ&U #^/W^ Tfr^VWl^v":^^— if £r|gSfH~ 
SpGLS-control^^KCPromegatti^O. 25/ig N ^iiLT©!>vW^^ 
^7^7— ££^i-5phRL-TK7°7^K(Promegatt§g)0. 05 u S. 2 
4/z g<D#siRNA^^Pbfc 0 2^1(^1/7^— i?— ^^K^i^siRNA-eOlBlBth 
7>^:7:i:^>3>12, Lipofectam^OOOh^^X^ai^v'a^^^dnvitrogentt^) £ 

[0048] -t©^ , mm*37°c-?4f%m^*^-bu in.±mm^^^ ^mmtemmm 

MO. 5mlSr^PLfc^, £bt-37°C-<MV3r^-'<— hbfc K7VX7^7i/3^tf>24 
B#r B 1^(C«^f #)^P^b, Dual-LuciferaseI/4f— i?— T^ir^v-X^A ( 
PromegattSlD V ^^->7:t7— if^^T;yir^&fTftofc 0 
[0049] Elm* -S/^>7^— \£Ty±-<<Dm%&^-t 0 £-siRNA&ffll\fc 

^<Z>fflJ$USrje^$^V > -*<ftRNA(Mock) (Qiagen|±M) «rffi V^»flB"^>^//HC 

L/t»»36»e>©3p*&«["c*)«9, #7~^t-#$n^7— ^^-«M^is^^ 
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[0050] EllaK:J:jh/Wr, Le£-convA3.m98%t\,^m^fc^&nffl*^fr<D\Z>$V, 

La2-conv.iLa21-conv.<b(Dit^l§m*Ifl©J^I^:{-*5it53*V ^ *^;WI^V7x7 

[0051] Hlbfi, -fc$>V)V*y-7aS7— ^]Afc^<DLa2%m&)t-fZ)&msiRNA%m^'>tc 
Wi&<D*AfcT^^$\lffl$)}%:%7Fl-o La2-conv.£La2-3'ml % La2-3'm2 N La2-3'm3, 

^^^5/^-^Wi-6siRNA(La2-3'm2ml2) te, $P>^3^V ^^^11*11^^1^: 
RNA(La2-5'm2) ^5|5^siRNA(La2-conv.)«J:l9'b^g:V^ite^ : •^m^q]©J^I^:^ 

[0052] Ullcte, ^;W^>7x7— ifw^^^^>La21^W<bi-5 : S-asiRNA^fflV^c 
^^^itfc^3§?i.WJ^JI^^-ro La21-conv.<bLa21-3'ml > La21-3'm2 > 
La21-3'm3 N teMLa2\-Z'm4:b*ttM-fZ>b, siRNAO-fe>X^td^ttS3'^^ 

^-r5siRNA^^^V^Jl^^^,^^l]^J^J^:^UTV^5 0 ^^(OZ' 

^m^n^^^^^^yv^^m^ ir^x0O3 , *^^12#g<D^ 
U^-^-Kf-fc^t-55:^^y5 : -^Wt" ; 5siRNA(La21-3'm2nil2)«, ^ibf-^^SHS^ 1 
^^ftJ^&^LTl^o Cl*U~*fU ^*M(D5' jfcffil,Z2*?-U*?-h*<D*^ 
^^W-r5siRNA(La21-5'm2) fi N ££5l5<DsiRNA(La21-conv.) £Vh\&\< ^l&te^F 
m$Lnffl$}&$:^Xte<Q „ ^tfXim, siRNA^-fe>X^^ttS5'*^— (7)5:x 
^^^(D#A^^OsiRNA^j;5a^^ ^ •^»©J^)^:^i&^-t-2.r < ^^^UTV^5 
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[0053] ^l2:^MsiRNA^^^HeLa^fl^,^^<DLaminA/Ci»fe^fe^T^DnmtH#fe^(^ 
^T^-fei^^ir^^^^S'^-SrSatAbfesiRNASrKffL, mbsiRNA^i^Bft 

M^©#3Wi|i»J&*&»l'<fc. 

[0054] |S:ff-bfc=§-@siRNA<7)^^U^-^KiS^J^TfE^^2{C^-t- 0 ^2T?te, £-siRNA 

V>T, rLamJ^it^rDnljfi^^n^W^-rSat^, i"ft;b*>LaroinA/Cit45 
-^fcitJfDnmtlstfe^^^-t-o ^ite^CQmRNAlB^lJ^^VNTSlfR^^K^CDr 
AjSrlt"f-S#^-ft:^^J;tL»i» ri^j^aminA/Citte^^WmRNA^WS^ 
9~851^^^ L K^^i:-rS 1 b^T?fc«9> rDnl(#l)jttDnmtlJt'fe J f : J5»e><^mRN 
A^<DmO~89%?U^V*M#}t1rZ>h<DXfo*), ton l(#2)ji±Dnmt litter 

Nat.LamJ m.aminA/C*{S^£^lft<ti-5siRNA£*U ^W^^Jgfi^Jti^j^^HE 
te£*L-tV^(Elbrashir, S.M. et al., Nature 411: 494-498, 2001) 0 Tconv.Jtt, 
^(DigtfSlp(-S<5v>Tg$St$n/csiRNA^b, t^oT, iKtt^^^y^Sr'gr 

[0055] [*2] 
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m.2 : LmiWCMfc : ?&£Zfi)hmtV&&=?\ZttVTm.mVfcs i RNA 



1— 1 '1 'J* 


1 IB #J 


BL/ JW 




5 U6CDGAGAGGAACAGCAACCU3 1 


16 


Lara-conv. 


******************* 






3 AGACGACUCUCCUUGUCGUUG5' 


17 




5 UGCUGAGUGGAACAGCAUU3' 


18 


Lam- 3 ' m2ml2 


******* ********* 






3 AGACGACUCUCCUUGUCGUUGs' 


17 




5 CUGGACUUCCAGAAGAACAUU3' 


19 


Nat . Lam-conv 


******************* 






3 UUGACCUGAAGGUCUUCUUGU5 1 


20 




5 CUGGAC0ACCAGAAGAAUU3* 


21 


Nat .Lam-3 1 m2ml2 


******* ********* 






3UUGACCUGAAGGUCUUCUUGU5' 


20 




s GUCCGCAGGCGGCUCAAAGAUU3' 


22 


Dnl(#l)-conv. 


******************** 






3' UUCAGGCGUCCGCCGAGUUUCU5- 


23 




5 GUCCGCAGUCGGCUCAAAUU 


24 


Dnl(#l)-.3'm2ral2 


******** ********* 






UUCAGGCGUCCGCCGAGUUUCUs' 


23 




5 GUGACUUGGAAACCAAAUUUU 


25 


Dnl(#2)-conv. 


******************* 






UUCACUGAACCUUUGGUUUAA5' 


26 




5 GUGACUUUGAAACCAAAAA 


27 


Dnl(#2) -3^211112 


******* ********* 






UUCACUGAACCUUUGGUUUAA5' 


26 



[0056] Jrfec^£;^y^>tf;^]^-^KO^T&^/&U ^M*fa<?>20 » M^T——])^ 
iffii(30mM HEPES pH7. 0, lOOmMg^^y^A, ioitKlOmM^^^ 
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[0057] HeLaMte, 10%$isJfc l Alkm(Ufe TechnologiesttM) > 100U/ml^='>y^ 
(Life Technologies*±®D:fcJ;TJ ? 100ju g/ml^h^>^^/^(Life Technologies^ 
«)*M^byt^I^y=*^— ^^(Sigma^J^t-feVN-C, 5%CO 

2 

[0058] HeLarji|B)iS<7)^-siRNA(l00nM)T?(7)H^^^3i^v'a^{j; > jetSIh^^^^v^a 
>-f£^ (Polyplus-transfectionltM) SrfflV ^Cff&ofc,, 

[0059] h7^7x^^ 3 y(7)48^ M&fc^RNA&lWfcU i8?*5^§*3jt»::.fc5cDNA^j5fe 
&frftofc 0 iOcDNAS^S^ir-t- syr^^APCR^«t«9, «W3tW©389l^ 
^^S'J^bfCo rftfc— jSOlS^.l^/HW^fii, SYBR green PCR=^^h (Molecular 
ProbettM) V vCfrfcofc. 

[0060] 0214, #®siRNA^«t5 > HeLaftflJ&Pp WrtHttai4^<&#^»ffl3b*&^ 
-f 0 #siRNASrfflV^4t^jCl*5JtS, *f!$ififc^- (G3PDHil^)cD|g 

mi^^H-^-t-SaiWiie^- (LaminA/C5t^*fettDnmtl*^) ©H^^^< 

^RNA(Mock) (Qmgen^±m)^m^^fcMm^^M-^^Xn^tch(D^l. 0 
[0061] IH2a*5«};t> , |212b^J;n«\ -fc>-x$KcQ3' 5^te2**U;^hV>$;*^5^-«tfrU 
[0062] M3 : siRNA^^»tllgfei-^-1r^^cD3 , ^jffi£M£5^Z2±££5RIS£ME& 

^^N^^y^XbfcmRNA5r^J8lf-r5^#^btbTV^ 0 ftot, siRNAWirv 
[0063] *^ij-e{4, siRNAOT^*5VNT-fer>^II<D3'^t^^-^^^#A-r5^«i:^J; 



19 



[oo64] ^-r , ?^4*^'^>7^-^mfc^<D3'#mmmmz- s ^^^^x^- 

ite^-^jott?)^— ^VMB^J TLa21 J (Dir^^ joit^T^-t^x^^n-^e 

( —Mm iLTfi, ±ISC0^1 i^^ix5La21-conv. (ir^xH3' ^(d^-r 
y^Sr&*/«eV \) *5«fcl*La21-3'm2 (-fe^03' ^^i^g^^^^tf ) * 

[0065] HeLa&PBfl&tt s 1 0% ySlkfif (Life Technologies^^) % lOOU/mW—^i/ 

(Life Technologies|±M)*5J:t^lOOMg/ / mlxM/^h-^-f-»'(Life Technologies^ 
§»)*M^b^/^y=afe^— ^W#tfl(Sigmatt»i) <f K*3Vvr, 5%CO #H 

2 

[0066] _LSBl^K— ^— ^^KOV^-f tu6»— JzfSsiRNA^H^^-f O s *3± 

Ota^n— /K7°7X5K&, HeLa|Bfla^Jfch7^^^v-3>-LfCo 24P*M«K:, ^ 

<D|§m«±L--CfFtifiL;fco 
[0067] |H3(i, ir^X^3' ^iffit^X-v^^^tfsiRNA^ (La21-3'm2) Wz.\±^fVk 
-g-*^V^siRNA^(La21-conv.) ^±5, 2®<D:7 0 ^5:K/^e><7>I/AK— (D$£^L 

A^Tjk-tW^y^^o HI3^^v>-c, rr^-irvx-siRNAjcDir^^^, ^— y 

birZ>RNAUZ£oXttlM£1ntzh<DXfoZ> 0 ~^X\ r-fe-^-siRNAjCD^^fi, 
K^^^^a^L, t£oT, ^^^Sfi, ^-siRNA^^-fe^Xg^TV 
[0068] |2]3^ £tU:f % ir>^^3 ' ^^x-^^^ftv ^JfcM^siRNA^ ( 



20 



u2i-conv.) ^nts^tB, ^(D^^mtr^^^m^m^mu^om^- 

^tfsiRNA^(La21-3'm2)&JiWc#^-m > ^(Dir^^^V^i-^-t 
i-5RNAi^tt^*U<^V^i^^^ o '^j^^tU^ siRNA^^^T 

RNAi^xV^-^-<tbTRISCrt^^i9^m5wi^0^^^5o rortli, ir 

tvxm<^t^7jkv^i,x^ ^„ 
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[1] m^X-m^M^^m^RNAi^^nUVo^—^MRNA^^Z^^X, 
? ulr?- Vt ZfrZ^f uyf?- YcoWtfr 2fl§ XtbZ> , 1 {-fa*c£> ~ ^^RN A# 

*^l{Cfa^(D-^RNA^ 0 

^f^^tt5ir>'^0O^'il>^3'{IiJ<D^U^K^^5 , tiJl-l~3^^^^KO^ 
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[11] *^B^^^^Jt^^^^RNAi^c:J;^)$^^lJU5^-^:«NA^^joV^T, 

^^^K^^tL^^^^K^^u-^-c^, li^iiii^fagccD-^RN 

A^ 0 

[13] - *i^N^'it5ty^i©5' «/j^i[i7>fty7ii^i^v ^ 
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[15] -^iW^^^^S^v^roa'^d^iiM^T^^^^^MW^v^ 

[17] -*»^^ft5-1r^0(D3 , ^^^ll~l3#gi^uK-r?)lo(D 
[18] ~*^gP^^*5ttS-t?^^3' ^^»^12# g {^4g-r5^^1^^K^T>- 

K^OT^foSlo^^^^K^T^ir^^^tiMW-e^v^^^Kt^ 

^^^(t^irV^(^^^W3MRiJO^l/^K^^5MliJ^l~3^^l/^K^u 
g^Slo^^ix^K^T^ir^^^tBMW-e^V^^U^K^^tLS, 
If Jftill 1 KSaffi© ~ *«RNA^F, 
[21] Sfc^ ir^^-^TO^^^o^^i^^K-etii^^^^^^ 



[23] 29^?Ujr?-y*£kT<Dm.&*^-tZ>h<D-QibZ>, fS#^22KgEf^~*glRNA 

[24] m#mi~~23m^-r)nfr— isuz4em<d- ^mRNA^^mm^m^-i-^TM 
[25] mm^mm^m^-vh^, m^^24\z.^.m<o^m 0 

[26] ft 3fc^ 1 ~ 2 3(D V *g ^|5tt <£> - ;fc#KRN Afrf- (D±^m&^ — Ki~ 5 

DNA*3«ttJ«T^"fe^fi!t*=i— Ki-?)DNA(Dj^^-g-Ay^5, <<99— 0 
[27] fjf 5^1 ~ 2 3?) V vf *Lri »— ^ »C|B«feO ~ *«(RNA^ 0>ir ^*«l£r=i — K"T 5 

[28] «Wia*«Pft?L»i^»l|&-C*)5, 8S*«27^|B«0*rtfe. 

[29] *Wiart^W*^©»^RNAi^J;t)«l»Jb55— *i^NA^{C.^V^, 
Wte~«RNAOT^^or>'^ir^^(D5'^Mj^^RNAMa»Mf-'l'^>' 

[30] *BJI&rt^W3tfe^W|ll^RNAi^«t9»^Jb55— *WNA5^t-i3V^-C, 
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